Microbiology Systems, Cockeysville, Md.) (MH-IH) was the only medium that supported growth of this organism (5 outbreak in Philadelphia (6) . The third strain, Flint 1, had been isolated from a patient with pneumonia in Flint, Mich. (4) . The fourth strain, Pontiac 1, had been cultured from the lung and spleen tissues of a guinea pig exposed to the air in a building in Pontiac, Mich., the site of an outbreak of Legionnaires disease in 1968 (7) . All strains had been maintained on F-G agar at 35°C and 2.5% CO2 and transferred weekly to fresh F-G agar (5 Medium preparation. F-G agar was made as previously reported (5) . CYE agar was made by substitution of yeast extract for an acid hydrolysate of casein; it contained no beef extracts or starch, but contained activated charcoal. The composition is as follows: yeast extract, 10.0 g; activated charcoal (Norit A or SG), 2.0 g; L-cysteine HClI H20, 0.4 g; ferric pyrophosphate, soluble, 0.25 g; agar, 17.0 g; and distilled water, 980 ml.
As with F-G agar, all the ingredients of CYE agar except for L-cysteine hydrochloride and soluble ferric pyrophosphate were added to 980 ml of distilled water, dissolved by boiling, and autoclaved at 121°C for 15 min and then cooled to 50°C in a water bath. Fresh solutions of L-cysteine hydrochloride (0.40 g in 10 ml of distilled water) and soluble ferric pyrophosphate (0.25 g in 10 ml of distilled water) were prepared and 0.45-,um membrane filter-sterilized separately before adding to the sterile medium base. The medium was adjusted to pH 6.9 while at 50°C by adding 4 to 4.5 ml of 1 N KOH; the medium was swirled between the pouring of each plate to keep charcoal particles suspended and poured in 20-mi quantities into sterile petri dishes (15 by 100 mm). After cooling, the medium in one plate was checked for the required final pH of 6.9 with either a surface electrode or a combination electrode in emulsified agar in distilled water.
CYE agar was developed through the following RESULTS DFA examination of the standardized inocula for L. pneumophila bacteria showed that the stock culture inoculum contained 7.26 x 10" L. pneumophila per ml and the tissue inoculum contained 1.65 x 10' L. pneumophila per ml (Table 1 ).
In the medium evaluation studies, quantitation of the stock culture inoculum by bacteriological culture showed that both F-G and CYE agars supported nearly the same numbers of L. pneumophila colonies (4.92 x 108 and 5.02 x 108, respectively). These were slightly less than those The absence of inhibition of L. pneumophila growth on CYE agar seeded with similar inocula may be the result of this medium containing activated charcoal and having no added NaCl. The charcoal may be acting as a detoxifier. However, it may also act as a collector of C02 and a surface tension modifier. We do not know why NaCl deletion from charcoal-containing media enhances growth of the L. pneumophila.
With the development of CYE agar, the incubation time required for growing L. pneumophila bacteria from tissue is shortened by 1 day. Quicker isolations of L. pneumophila bacteria should result from clinical as well as environment specimens, especially for those in which guinea pigs are used in the isolation procedure (10) .
Although CYE agar is more sensitive than F-G agar, it lacks the helpful diagnostic features that the F-G agar has. L. pneumophila colonies on CYE agar do not have the cut-glass appearance and do not produce the brown pigmentation of the media as seen with F-G agar. Addition of tyrosine to CYE agar to levels found in F-G agar may correct the lack of browning (1).
We recommend that both CYE and F-G agars be used in the processing of clinical specimens-CYE agar for its sensitivity and F-G agar for its diagnostic characteristics. Whereas CYE agar can be incubated aerobically, F-G agar must be incubated in air and 2.5% CO2. However, both media should not be incubated in higher concentrations of CO2 because L. pneumophila growth may be inhibited by the pH of the medium becoming too acidic.
